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The present invention provides tomato plants exhibiting a delayed ripening phenotype. The plants of the invention comprise a T-DNA 
inseit comprising a truncated Acc2 gene. Integration of the T-DNA insert into the plant genome inhibits ethylene biosynthesis in the fiuit 
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Delayed Ripening Tomato Plants 

5 

BACKGROUND OF THE INVENTION 
The present invention relates generally to the breeding of tomato plants. 
More specifically, the invention relates to the introduction of a transgene that confers a 
delayed ripening phenotype on tomato plants. 

10 The plant hormone ethylene has a profound influence on plant physiology. 

Active in trace amounts, it affects a number of processes such as fruit ripening, seed 
germination, plant growth, leaf and flower senescence, pathogen infection, and the 
interaction of plants with their environment. In particular, ethylene induces a number of 
physiological changes associated with fruit ripening such as accumulation of carotenoid 

IS pigments, conversion of cholorplasts to chromoplasts, the increased expression of genes 
encoding cell wall d^radation enzymes, fruit softening and susceptibility to pathogens. 

Control of the effects of ethylene is a particularly useful approach to 
controlling fruit ripening in tomato. More than 80% of tomatoes (by volume) currently 
sold in the United States are picked while green. Growers harvest green tomatoes for 

20 several reasons: (1) green tomatoes are firmer, enabling them to withstand shipping and 
handling with less injury; (2) a green tomato harvest is less labor-intensive and less 
costly than a vine-ripe harvest and (3) green fruit stays in the field for a shorter period of 
time reducing the risk of loss from weatlier or pests. 

After harvest, either the packer or the repacker exposes the green tomatoes 

25 to an external source of ethylene gas to cause the tomatoes to develop red color. This 
practice reddens the fruit, but these tomatoes will not always develop full flavor when 
picked at the green stage. Fruit that have begun to ripen need to be shipped at a low 
temperature to delay ripening, however these low temperatures decrease fruit quality. 
Frequently, a portion of the green fruit is harvested at the immature green stage, wiiicii 

30 means that it will never achieve full ripeness even with the application of ethylene. Such 
tomatoes, together with other distribution-damaged tomatoes, do not achieve full flavor 
potential and, we believe, are a major factor contributing to consumer dissatisfaction with 
current fresh market tomatoes. 
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In tomato (and other so called climacteric fhiit). fruit ripening is associated 
with a burst of respiration and a concomitant increase in ethylene production. Once 
ripening is initiated, the endogenous ethylene production rises autocatalytically. 

If ethylene production could be controlled, tomato fruit could be left on 
the vine longer to devel(q> the fruit components which contribute to flavor. The present 
invention addresses these and other needs. 

SUMMARY OF THE INVENTION 

The present invention provides tomato plants comprising a genetic locus 
having a sequence substantially identical to SEQ. ID. No. 1 . The plants bear fruit that 
display significant ripening impairment once the breaker stage is reached. In particular, 
the fruit reach pink stage about 2 to about 3 weeks after breaker stage, when the fruit are 
picked at breaker stage and stored at IS^'C. Preferred plants are germinated from seed 
deposited with the American Type Cuhure Collection under Accession No. . 

The invention further provides tomato fruit from the plants of the 
invention. The fruit of the invention have ethylene levels less than about 1.0 nl/g/hr, 
preferably less than about O.S nl/g/hr. 

The invention also provides methods of tomato plants with decreased 
ethylene production. The methods comprise crossing a parent tomato plant with a tomato 
plant comprising a genetic locus of the invention. The tomato plant comprising the 
genetic locus can be a plant germinated from seed deposited with American Type Culture 

Collection under Accession No. . The method may further comprise the step 

of selecting progeny bearing fruit that reach pink stage about 2 to about 3 weeks after 
breaker stage, when the fruit are picked at breaker stage and stored at IS^C. 

Definitions 

The phrase ** nucleic acid sequence** refers to a single or double-stranded 
polymer of deoxyribonucleotide or ribonucleotide bases read from the 5* to the 3' end. 
It includes both self-replicating plasmids, infectious polymers of DNA or RNA and non- 
functional DNA or RNA. 

The term ** tomato plant* includes whole tomato plants, tomato plant 
organs (e.g., leaves, stems, roots, etc.), seeds and tomato plant cells and progeny of 
same. 

A tomato plant is "derived from" seed or another plant, if it is germinated 
directly from the seed or is progeny of the plant or seed F|, m.) as a result of 



* 
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standard sexual reproduction. 

A "primary transformant" is a plant regenerated from one or more plant 
cells transformed in vitro with a recombinant DNA construct. 
« A ''heterologous sequence" is one that originates from a foreign species, 

S or, if from the same species, is substantially modified from its original form. For 
example, a heterologous promoter operably linked to structural gene is from a species 
different from that from which the structural gene was derived, or, if from the same 
species, is different from the promoter normally present with the gene, or is substantially 
modified from its original form. 

10 Two nucleic acid sequences or polypeptides are said to be "identical" if the 

sequence of nucleotides or amino acid residues, respectively, in the two sequences is the 
same when aligned for maximum correspondence as described below. The term 
"complementary to" is used herein to mean that the sequence is complementary to all or 
a portion of a reference polynucleotide sequence. 

15 Sequence comparisons between two (or more) polynucleotides or 

polypeptides are typically performed by comparing sequences of the two sequences over 
a "comparison window" to identify and compare local regions of sequence similarity. A 
"comparison window", as used herein, refers to a segment of at least about 20 
contiguous positions, usually about 50 to about 200, more usually about 100 to about ISO 

20 in which a sequence may be compared to a reference sequence of the same number of 
contiguous positions after the two sequences are optimally aligned. 

Optima] alignment of sequences for comparison may be conducted by the 
local homology algorithm of Smith and Waterman Adv, Appl Math. 2: 482 (1981), by 
the homology alignment algorithm of Needlenun and Wunsch J, MoL Biol. 48:443 

25 (1970), by the search for similarity method of Pearson and Lipman Proc. Natl, Acad, 
Sci, (US.A,) 85: 2444 (1988), by computerized implementations of these algorithms 
(GAP, BESTFIT, FAST A, and TFASTA in.the Wisconsin Genetics Software Package, 
Genetics Computer Group (GCG), 575 Science Dr., Madison, WI), or by inspection. 
These references are incorporated herein by reference. 

30 "Percentage of sequence identity" is determined by comparing two 

optimally aligned sequences over a comparison window, wherein the portion of the 
polynucleotide .sequence in the comparison window may comprise additions or deletions 
(i.e., gaps) as compared to the reference sequence (which does not comprise additions or 
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deletions) for opdmal alignment of the two sequences. The percentage is calculated by 
determining the number of positions at which the identical nucleic add base or amino 
acid residue occurs in both sequences to yield the number of matched positions, dividing 
the number of matched positions by the total number of positions in the window of 
comparison and multiplying the result by 100 to yield the percentage of sequence 
identity. 

The term "substantial identity" of polynucleotide sequences means that a 
polynucleoiide comprises a sequence that has at least 60% sequence identity, preferably 
at least 80%, more preferably at least 90% and most preferably at least 9S%, compared 
to a reference sequence using the programs described above (prefmbly BESTFTT) using 
standard parameters. One of skill will recognize that these values can be appropriately 
adjusted to determine corresponding identity of proteins encoded by two nucleotide 
sequences by taking into account codon degeneracy, amino acid similarity, reading frame 
positioning and the like. Substantial identity of amino acid sequences for these purposes 
normally means sequence identity of at least 40%, preferably at least 60%, more 
preferably at least 90%, and most preferably at least 95%. 

Another indication that nucleotide sequences are substantially identical is if 
two molecules hybridize to each other under stringent conditions. Stringent conditions 
are sequence dependent and will be different in different circumstances. Generally, 
siringeni conditions are selected to be about 5^ C lower than the thermal melting point 
(Tm) for the specific sequence at a defined ionic strength and pH. The Tm is the 
temperature (under defined ionic strength and pH) at which 50% of the target sequence 
hybridizes to a perfectly matched probe. Typically, stringent conditions will be those in 
which the salt concentration is about 0.02 molar at pH 7 and the temperature is at least 
about 60^C. 

BRIEF DESCRIPTION OF THE DRAWINGS 
Figure 1 is a schematic diagram of the T-DNA region of 

pWTT2144/AccS. 

Figure 2 is a resiriciion map of the T-DNA region of pWTT2144/AccS 
showing the location of llie hybridization probes used in the genomic mapping. 

Figure 3 is a schematic diagram showing the Acc2 genomic region and 
AlcI cDNA and the fragments used as probes to determine transgene structure in the 
1345-4 transformant. 
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Figure 4 is schematic diagram showing the structure of the T-DNA insert 
of the invention. 

DESCRIPTION OF THE PREFERRED EMBODIMENTS 
The present invention provides tomato plants {Lycopersicon esculemwn) 
comprising a stably incorporated locus that confers a delayed fruit ripening phenotype on 
the plant. In particular, the tomato plants of the invention contain a T-DNA insert 
comprising a sequence (the AccS transgene) derived from a tomato fruit-specific 
aminocyclopropane carboxylate (ACQ synthase gene, but that does not encode a 
functional ACC synthase enzyme. 

ACC synthase is the rate limiting enzyme that converts s- 
adenosylmethionine to I -aminocyclopropane- 1-carboxylic acid» the immediate precursor 
to ethylene. As explained in detail l)elow, incorporation of the AccS transgene in a 
tomato plant genome inhibits expression of the ACC synthase gene. Inhibition of ACC 
synthase biosynthesis results in reduced levels of ethylene biosynthesis. Thus, fruit of 
tomato plants comprising the transgene exhibit a delayed ripening phenotype, but ripen 
normally when external ethylene is applied. 

As used herein an "AccS transgene" is a truncated coding region from the 
tomato Acc2 gene which is fused to a 3SS promoter from cauliflower mosaic virus and a 
nos3 ' tennination sequence from Agrobacrerium tumefaciens. In particular, the sequence 
from the Acc2 gene is a sequence consisting of nucleotide 149 to nucleotide 1237. 
Rottman er ai J. MoL Biol 222:937-961 (1991). 

The plants of the invention are derived, directly or indirectly, from 
transformation of a tomato plant cell with a construct comprising a T-DNA having the 
following regions: (1) LB, the left border region of Agrobacrerium T-DNA; (2) 2xpnos, 
a tandem duplicate untranslated promoter region of the nopaline synthase gene from 
Agrobacrerium; (3) nptll, the neomycin phosphotransferase gene from Tn5; (4) ocs3\ 
the 3* untranslated genlon of the octopine synthase gene from Agrohacrerium\ (S) LacZ\ 
an untranslated LacZ polylinker sequence; (6) p35S« the 3SS promoter form cauliflower 
mosaic virus (7) Cab22L, the leader sequence corresponding to the 5* untranslated region 
of the Cab22R gene from petunia fused to the 35S promoter; (8) AccS, the truncated 
coding region from base 149 to base 1237 of the tomato gene; (9) nos 3', the 

ft 

untranslated 3' region of the nopaline synthase gene from Agrohacreriuni\ and (10) 
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RB, a right border region of Agrobacterium T-DNA. 

The "T-DNA insert" of the invention comprises three copies of the T- 
DNA described above. The three copies are arranged in inverted repeats at the LB and 
RB. At the LB-LB and RB-RB junction, one border is deleted such that there is only 
one complete border at each junction. The LB and RB at either end of the T-DNA 
structure are also deleted. 

An exemplary plasmid comprising the T-DNA described above, 
pWTT2144/AccS, is described in detail below. This plasmid is used to generate 
transgenic tomato plants using Agrobacterium tumefaciens-mediziei transformation 
techniques. Stable insertion of the AccS tninsgene into the tomato genome in the sense 
orientation can result in down-regulation of expression of the corresponding endogenous 
Acc2 gene and a reduction in ethylene biosynthesis in the ripening fruit. The technique 
is an example of TranSwitch™ suppression (U.S. Patent No. 5,283,184). One feature of 
TranSwitch™ gene suppression is the reduced accumulation of the targeted gene mRNA 
(reduced steady state RNA). The trait (level of suppression), once selected through the 
first sexual generation, behaves in a simple Mendelian fashion. 

The methods of the present invention can be used to delay fruit ripening of 
any tomato (large fruited or cherry) cultivar for fresh market or processing tomato 
production. Exemplary cultivars that can be used include essentially all commercial 
cultivars. For listings of suitable tomatoes see. Rick, in Evolution of Crop Planfs N.W. 
Simmonds, ed. pp268-273 (Longman. London, 1976) and Taylor in The Tomaio Crop 
ppl-35 (Chapman and Hall, London, 1986). 

A tomato plant of the present invention can be obtained by crossing a plant 
comprising the T-DNA insert of the invention with any tomato cultivar lacking the insert. 
Any standard method used for crossing tomato plants can be used to introduce the 
transgene into the genome of the desired plant. Generally, the methods involve 
emasculation of one parent, followed by application of pollen from the other parent to 
the stigma of the first parent. The crosses can be performed using either parent as the 
pollen parent. Embryo rescue can also be performed if the flowers abort after 
pollination. 

The plant containing the T-DNA insert can be a plant derived from 
primary transformants or can be a plant in which the factor was introduced through a 
sexual cross. Preferred plants of the invention are those derived from seed deposited 
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with the American Type Culture Collection (ATCC) Accession No. . 

A number of methods can be used to determine if a tomato plant exhibiting 
a delayed ripening phenotype comprises the T-DNA insert of the invention in its genome. 
The terms used herein to describe ripeness of tomato fruit are according to standard 
ripeness classes as described, for instance, in The Tomato Crop Atherton and Rudich eds. 
(Chapman Hall, 1986). The ripeness classes for a given given fruit are set forth in Table 



1. 



Score 
1 



5 
6 



Class 

Green 

Breaker 



Turning 
Pink 

Light red 
Red 



Table 1 
Description 

Entirely light to dark-green, but mature. 

First appearance of external pink, red or tannish- 
yellow color, not more than 10%. 

Over 10%, but not more than 30% red, pink or 
tannish-yellow. 

Over 30%, but not more than 60% pinkish or 
red. 

Over 60%, but not more than 90% red. 
Over 90% red, desirable table ripeness. 



Fruit of the plants of the invention reach breaker stage lietween about 40 
and about 70 days after anthesis, usually between about 45 and about 60 days after 
anthesis. The fruit, however, differ significandy from wild type fruit in terms of 
ripening inhibition. On the vine, the fruit of plants of the invention typically remain at 
the breaker stage 5 to 7 days longer than wild type. The transition from breaker stage to 
light red stage in the ripening impaired fruit is further delayed with respect to the 
transition for wild type fruit. Under field conditions the fruit of the invention typically 
require approximately 21 days to proceed from the breaker stage to light red stage, 
whereas wild type fruit typically require 4 to 5 days to turn from the breaker stage to the 
red stage. The ripening impaired fruit under field conditions can remain indefinitely at 
the light red stage without ever reaching the red stage. 

There are analogous differences in ripening for off the vine fruit picked at 
the breaker stage and stored at I5*'C. Ripening impaired fruit of the invention typically 
require at least about 2 weeks (typically about 3 weeks) to reach the pink stage, and 
while some may reach the light red stage, the fruit can remain indefinitely without 
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reaching the red stage. Fruit will, however, reach the red stage upon the application of 
ethylene. This is to be contrasted with wild type fruit which typically require S to 7 days 
to reach red ripe stage from the breaker stage under comparable conditions. 

Fruit color development, as measured by the a/b ratio measures about S to 
about 10 fold less in the fruit of the invention as compared to control fruit at the breaker 
or equivalent stage. Standard methods for determining tomato fruit color are described, 
for instance, in Gull et aL J. Amer. Soc. Hon. ScL 1 14:950-954 (1989) and Kader ei al. 
Hon. ScL 13:577-578 (1978). At the time the control fruit are red ripe, the levels of 
color in the fruit of the invention are 4 to 5 times lower. 

In addition, the fruit do not synthesize normal levels of ethylene during 
ripening. Typically, the level which is delected at the breaker or equivalent stage is less 
than about O.S nl/g/hr, usually about 0.1 nl/g/hr as measured using a standard assay as 
described in Grierson and Tucker, Plarua 157:174-179 (1983) and Sawamura er at. Plant 
Cell Physiol. 19:1061-1069(1978). At the pink stage which follows the breaker stage 
the fruit continue to have ethylene levels which are reduced by about SO to at>out 100 
fold compared to control fruit. 

Since the T-DNA inserts comprise NPTII genes, kanamycin resistance can 
be determined using selective media or by spraying 10-14 day old tomato seedlings with 
a solution of kanamycin (Ig/L) on three consecutive days. The levels of y4cc2 mRNA 
can be measured using standard techniques such as Northern blots, RNAse proteaion 
assays and the like. To further characterize the plants nucleic hybridization techniques 
can be used to determine structure of the T-DNA insert in the plant. The example 
section, below, provides a detailed description of the molecular characterization of the T- 
DNA insert of the invention. 

The precise locus in which the T-DNA insert of the invention is integrated 
can be determined using standard genetic and molecular mapping techniques well known 
to those of skill in the art. Obviously, for plants derived either directly or indirectly 
from a particular plant or seed containing tiie T-DNA insert (c^t;., those deposited with 
die ATCC under Accession No. ), the locus will be the same as the parent plant. 

The following example is provided to illustrate, but not limit the claimed 

invention. 

Example 1 

A* Ayrobacteriuni-mcdirttcd transfonnntion system 
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Introduction of DNA into plant tissue by Agmbacrerium''mediB!i&i 
transformation as described in U.S. Patent No. 5,283,184. The vector system used to 
transfer the AccS transgene into tomato is based on the Ti plasmid from Agrvbaaerium 
iumefaciens. 

5 The T-DNA plasmid, pWTT2 144/ AccS, used in these transformations is 

composed of: (1) the replication of origin from pACYC184 that ensures rq>lication in 
Escherichia coli\ (2) the pVSI rq)licon (derived from Pseudomanas aeruginosa DNA) 
that ensures replication in A. tumefaciens; (3) the tetracycline resistance marker from 
plasmid RPl that allows for selection of the binary plasmid in A. iumefaciens and £. 

10 coti. and (4) the left and right border regions of T-DNA from an octopine strain of A. 
wmefaciens which surround the DNA insertion in the plant genome. 

Within the T-DNA are the npill gene from transposon Tn5 that encodes 
enzyme neomycin phosphotransferase II and serves as a selectable marker for 
transformed plant cells, fused to a nopaline synthase (nosj promoter sequence and 

.15 octopine synthase (ocjJ*) termination sequence from A. tumefaciens. and the LacZ' 
polylinker region with multiple restriction sites for cloning of genes to be transferred. 
The T-DNA has an insertion of a truncated Acc2 gene coding region fused to the 35S 
promoter from cauliflower mosaic virus and the nos3' termination sequence in the LacZ' 
polylinker region of pWTT2144. 

20 Plasmid pWTT2144 was transferred from £. coll to A. tumefaciens 

LBA4404, which carries the pAL4404 v/r plasmid, by a triparental mating procedure as 
described by Figurski et al, Proc. NatL Acad. ScL USA 76:1648-1652 (1979). 

Tlie plasmid pWTT2 144/ AccS was used to transfonn the parental line 
91 103-1 14 to generate line 1345-4, described in detail below. The T-DNA region of this 

25 plasmid consists of the following sequences (see. Figure 1): 

CaMV35S . The 35S promoter region is derived from cauliflower mosaic 
virus and controls expression of the AccS gene. Tlie 35S promoter directs high level 
constitutive expression and is widely used as a promoter for high expression of 
transgenes. 

30 Cah22L leader . The Cab22L leader sequence {Cab22L) is a 69 bp 

fragment of Penwia hybrida genomic DNA which was derived from the Cab22L gene 
and corresponds to the 5* untranslated region for that gene. 

AccS . The AccS gene is a truncated coding region derived from an ACC 
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synthase gene (Acc2) isolated from tomato {L. esculennm). The AccS gmt corresponds 
to a 1088 bp region of the Acc2 gene from base 149 to base 1237; The AccS gene does 
not encode a functional ACC synthase enzyme. 

Termination sequences . The nopaline synthase (nos3 ') and octopine 
synthase (acs3') gene termination sequences from A. tumefacierts function in the 
expression of the AccS and nptll genes, respectively. 

2Xpnos Promoter . The nos promoter is present in line 134S-4 as a 
duplicate tandem repeat of the untranslated 5' region of the nopaline synthase gene from 
A, tumefaciens. It functions in line 134S-4 in the expression of the nptlJ selectable 
marker gene. This sequence, as used in line 1345-4, no longer functions as a regulated 
article since it is not associated with the nopaline synthase coding region which functions 
in A: tumefaciens. 

Nptll . The nptll gene is a coding region originally isolated from 
transposon TnS. It encodes a protein, neomycin phosphotransferase II, which catalyzes 
the phosphorylation of certain aminoglycoside antibiotics, rendering transformed cells 
resistant to kanamycin. It functions in line 134S-4 as a selectable marker. 

LacZ' polylinker sequence . The untranslated LacZ* polylinker sequence 
functions in line 1345-4 as a site for cloning the AccS transgene into the binary vector 
pWTT2144, Borders . The left and right border regions of T-DNA from 

A, tumefaciens function in the transfer of gene sequences into the tomato genome. The 
border regions are the only necessary m-acting elements in T-DNA for T-DNA 
insenion. Tlie use of a binary vector system allows for other necessary transfer elements 
to act in nans so that only the border regions are required to be integrated into the plant 
host genome. The T-DNA borders are only partially transferred to the tomato genome; 
during the transformation process, the left Ixirder is cut between nucleotides 293 and 294 
(left border nick) while the right border is cut between nucleotides 7603 and 7604 (right 
border nick). Tiiis cleavage reduces the length of the right border fragment of 
pWTT2 144/ AccS from 1900 bp to 303 bp in the T-DNA and the left border fragment of 
pWTT2144/AccS from 880 bp to 589 bp in the T-DNA (Figure 1). 

B. Description of Noii-transfonned Toninto Cultivar 91103-114 

DNAP tomato line 91 103-1 14 is a somaclone derived from the breeding 
line FL7181 developed by Dr. Jay Scott at the University of Florida. Line FL7181 is 
characterized as a determinate large-fruited variety with an average fruit weight of 8 oz. 
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Fruit are globate to slightly elliptical in shape and are substantially firmer than fruit of 
cx>mparable varieties (i.e., Floradade). Fruit shoulders are smooth and exhibit a darker 
green shade than the rest of the fruit surface before ripening. Fruit ripen to a deep 
crimson red interior color due to the presence of the og"^ allele. The ftuit stem (pedicel) 
S lacks a joint. This line is known to be resistant to Verticillium wilt race 1 and Fusarium 
wilt races 1 and 2. 

The DNAP line 91103-114 exhibits all of the traits described above, but 
differs from FL7181 principally by reduced blossom end scar size, strong main stem and 
increased foliage cover for fruit. Line 91103-114 also differs from FL7181 in its 
10 adaptation to diverse growth environments; while FL71gl is specifically adapted to 
^ Florida growing regions, 91 103-114 has proven to grow well in other regions (e.g., 
California). 

C. Description, History and Mendelian Inheritance of Delaved^Ripeniny Tomato 
Line 1345-4 

IS The line 134S-4 is a homozygous T, selection- from an original T, 

transformant 134S, obtained after Agrobacferium tumefaciens transformation of the 
DNAP line 91 103-1 14 with binary vector pWTT2144/AccS. 

The primary transformant 134S was selected in a greenhouse screen of 
several hundred primary transformants to have fruit which did not ripen when left on the 

20 vine. Subsequently, 10 of the 134S T, seed (derived from self fertilization) which were 
prescreened for kanamycin resistance were sceened in the greenhouse and observations 
on the plant and fruit phenotype were made. Plant 1345-4 was selected as having fruit 
which did not ripen on the vine. The I34S-4 plant was sliown to be homozygous for the 
T-DNA locus. Seed from the self-fertilization of 1345-4 have been subsequently 

25 analyzed in multiple field trials over multiple growing seasons. 

No instability in the delayed-ripening phenotype has been observed in any 
field trials. Two independent ways have been used to monitor the stability of line 
1345-4. First, it is possible to esuiblish that the T-DNA insertion is stable and intact by 
measuring kanamycin resistance in large populations of seedlings in the greenhouse. It 

30 was established that the 1345 plant was carrying a single T-DNA insertion by evaluating 
the segregation of kanamycin resistance in the primary transformant. Subsequently, 
multiple kanamycin-resislani T2 plants were selected and segregation of the 
kanamycin-resistani phenotype in progeny plants arising from self-fertilization of the 
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selected T2 plants was evaluated. The T3 plants from 134S-4 were all kanamycin 
resistant » hence it was deduced that the 1345-4 plant was homozygous. 

The second approach to evaluating the stability of line 1345-4 is through 
observation of the delayed-ripening phenotype in the field. A number of sq»rate field 
5 trials for the evaluation of the homozygous 1345-4 line and progeny derived from it have 
been carried out. These trials have involved the evaluation of fruit on at least 2000 
separate plants of 1345^. During these evaluations, which involved observations of the 
individual plants at multiple times during the ripening process and the harvest of fruit 
from all of the plants, no exceptional plants in which all the fruit ripen at the normal rate 

10 have been observed. 

D. DNA Analysis of Delaved-Ripening Tomato Line 134S4 

To determine the nature and number of insertions which have occurred in 
line 1345, Southern hybridizations were used to characterize the structure of the T-DNA 
inserts in the genomic DNA, in conjunction with the nprll segregation data described 

15 above which indicates the T-DNA locus number. The T-DNA is defined as the region 
between the left and right borders of the binary vector pWTT2144/AccS that is 
transferred into the plant (see Figure I). This region includes the nptU selectable marker 
and the truncated ACC synthase gene (AccS), together with the left and right border 
sequences. Figure 2 shows the restriction enzymes used to cleave the DNA and the 

20 location of the four probes used to determine the structure of T-DNA insert, the left 
border (LB), nptll, Acc2. and right border (RB) probes. 
I. Copy number 

The number of additional AccS genes in 1345 was determined by 
digesting genomic DNA from transgenic plants with Hindlll and EcoRL then after 

25 electrophoresis and transfer to nylon membranes, hybridizing to a ^'P-labeled Acc2 

probe. This probe hybridizes to a 0.9 kb EcoRI-Hindlll fragment from the iransgene 
(AccS) and a 1.2 kb Hindlll fragment from the endogenous Acc2 gene which includes an 
additional 300 bp of intron sequence. By comparing the intensity of the transgene and 
endogenous bands, a determination of the number of copies of the transgene can be made 

30 in either the hemizygous primary transformant or homozygous SI progeny. The 

hybridization patierns of genomic DNA from an uniransformed tomato plant, Baxter's 
Eariy Bush Ciierry (BEB) and 1345-4 digested with Hindlll and EcoRI and hybridized to 
the Acc2 probe were analyzed. In 1345-4, the homozygous SI progeny of 1345, the 
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endogenous gene to transgene ratio is greater than 2 suggesting that there are at least 2 
copies of AccS in the transgenic DNA. Since the nptU gene segregates as a single locus, 
it is most probable that the 2-3 copies of the T-DNA are present at a single locus. 
2. T^DNA Structure 

S It is known that a single intact copy or multiple T>DNA copies can be 

inserted at a single locus as direct or inverted repeats around either the left or right 
border, and it is known that deletions of the T-DNA or insertions of genomic DNA may 
be present between the T-DNA copies (Jorgenson e/ c/,, MoL Gen. Genet. 207:471-477 
(1987)). To determine the organization of the T-DNAs in the 1345 genome, we 

10 hybridized several different probes to the 134S-4 genome digested with several restriction 
enzymes. Figure 2 shows the relative map position of the probes in the T-DNA. 

Left and Right Bordei^: Eco-RI digestions were done to determine the 
number of intact left and right border fragments. EcoRI sites in the T-DNA are located 
approximately 500 bp in from the LB and 2. 1 kb in from the RB (within the AccS 

.15 transgene). The fragments hybridizing to the specific border probe will be at least this 
size. If there is an inverted repeat at the LB and the borders are intaa and flush, we 
would expect to see a I kb EcoRI fragment hybridizing only to the LB. For the RB, an 
intact inverted repeat would give a 4.2 kb fragment that hybridizes to the RB fragment as 
well as to the AccS probe. A direct LB-RB repeat would result in a fragment of 2.6 kb 

20 that hybridizes to both border probes and AccS. 

In I34S-4 DNA cut with EcoRI . a 2.9 kb fragment hybridizes to the LB 
probe only and a 3.5 kb fragment hybridizes to the RB probe only, indicating that there 
is one intact left and right border. Likewise, the Ncol digestions show single hybridizing 
bands with both probes and the fragments are of appropriate sizes (LB fragment, greater 

25 than 1.6 kb and RB fragment greater than 2.3 kb). The Hindlll and Xbal digests also 
show single bands of appropriate sizes which suggests that there is a single complete 
T-DNA insertion. However, we know from the copy number blots (see above) that there 
are at least two copies of the AccS transgene. Together these results suggest that a 
deleted form of T-DNA, containing an intact AccS gene but mi.ssing one or both of the 

30 borders, is also present. There are no direct repeat structures since the LB and RB 
probes do not hybridize to the same fragment. There could, however, be inverted or 
indirect repeals around cither border. Hybridizations with the nptU and AccS probes 
were done to further characterize the T-DNA insertions. 
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npill: If the T-DNA is intact, the nptU probe will hybridize to a single 
2.4 kb EcoRI fragment containing the entire 2Xpnos-/7p///-ocs3' fusion (see Figure 2). 
In 1345-4 genomic DNA cut with EcoRL the expected 2.4 kb fragment is present in 
addition to two other hybridizing fragments of 5.2 kb and 2.9 kb. The 2.9 kb fragment 
also hybridizes to the left border probe which indicates that there is probably one 
complete internal copy and 2 incomplete copies of T*DNA with deletions occurring at the 
LB. Since the 2.9 kb EcoRI fragment hybridizes to both nptll and LB probes, this 
junction is likely an inverted repeat with a deletion of one of the borders that includes the 
EcoRI site. Hybridization of an EcoRI fragment to both the LB probe and the nptll 
probe can only occur if a deletion eliminates one of the EcoRI sites. 

Since Ncol cleaves within the npill coding sequence, digestion of the 
T-DNA with this enzyme will give two npfll fragments, one of 2.1 kb which spans the 
npfll 3* coding region up to the Ncol site located at the ATG of the AccS transgene, and 
one of 1.2 kb in length which includes the S' nprll coding region and LB to the next 
Ncol site in either genomic DNA or adjacent T-DNA insertion. If there is a perfect 
inverted repeat at the LB, we expect a 3.3 kb Ncol fragment that hybridizes to both the 
nptll and LB probes. Based on the results from the EcoRI digestion, we expect the 2.1 
kb fragment to be present, as well as two fragments greater than 1 .2 kb. One of these 
will also hybridize to, the LB. As predicted, the 2.1 kb fragment is present as well as a 
6.6 kb fragment and a 2.9 kb fragment which also hybridizes to the LB probe. This is 
consistent with the presence of three T-DNA copies, one which is complete and intact, 
one which is an inverted repeat with a deletion (approximately 600 bp) extending to the 
LB, and a second inverted repeat with a deletion (approximately 50 bp) extending to the 
right border. 

AccS: Hybridization with the AccS probe will give fragments greater than 
2.3 kb and 2.1 kb for Ncol and EcoRI digests respectively. These fragments will also 
hybridize to the RB probe if the border is intact. The results show two hybridizing 
fragments for Ncol. 15 kb and 3.8 kb, and two for EcoRI . 4 kb and 3.5 kb. The 3.8 kb 
Ncol fragment and the 3.5 kb EcoRI fragment also hybridize to the RB. These results 
confirm that there are at least 2 copies of AccS, and that one copy is present on a 
T-DNA with a deleted RB. To demonstrate that AccS itself has not been deleted or 
rearranged, Ncol/Xbal double digests were done to drop out the intact 1 . 1 kb fragment 
containing the complete truncated gene. 
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Linkage of AccS and npill: 20231 and Hindlll cleave the T-DNA once 
approximately 1 kb in from the right border. Digestion with either of these enzymes will 
generate fragments containing both the npUl and AccS genes. After Xbal digestion, a 
9.2 kb and a 6.2 kb fragment hybridized with both probes. After Hindlll digestion, a 
9.2 kb and 6.4 kb ftagment hybridized to both probes confirming that each copy of AccS 
is linked to a copy of nptll. The 9.2 kb fragment also hybridizes to the LB. The size of 
the fragments are consistent with the presence of inverted T*DNA repeats at the LB and 
RB. 

The structure for 1345-4 T-DNA insertion is shown in Figure 4. It consists 
of three T-DNAs assembled in inverted repeats at the LB and RB. At the LB-LB and 
RB-RB junction, one border is deleted such that there is likely only one complete border 
at each junction. The LB and RB at either end of the T-DNA structure are also deleted. 
The endpoint righlward is internal to the nptll gene and deletes the internal Ncol site, 
and the endpoint leftward lies between the Acc2 gene and the right border. 

Finally, the nucleotide sequence of the T-DNA insert of 1345-4 has been 
complied from the deduced restriction m^ and is present in SEQ. ID. No. L 

The above examples are provided to illustrate the invention but not to limit 
its scope. Other variants of the invention will be readily apparent to one of ordinary 
skill in the art and are encompassed by the appended claims. All publications, patents, 
and patent applications cited herein are hereby incorporated by reference. ' 
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SEQ. ID. No. 1 

1345-4 T-DNA LOCUB 



CGACGGCCAGTGCaUlGCT7GaaGCCTGCAGGTCC»TCTA6TAl^ 
ATGACACCCCCCGCGATAATTTaTCCTAGTTTKCCCCTAT Al 111 UlTl ' 
TCTATCGCGTATTAAATGTATAAITGCG»3GACTCTAATCATAAAAACCC^ 
TCTCATAAATAACGTCATGCATTACATGTTAATTATTACATGCTT^^ 
AATTCAACAGiUUTTATATGATAATCATCGCAJU^ 

noflS * <«- 1 

AATCTTAAGAAI^CTTTATTGCCAAATGTTTGMCGATCTGCCCCTTGACT 
•>ACCS 

CTAGAAACAAACTCGAAACCAACCTGGCTCrrGACATTOUUVCGAA^ 

CAAGCGAGACGTTAAGCTTiUtflATCGTTTATAATAACTCTCCATAACGAC 

ATTTCGCrATCGAAAGTCGATTCCCTTAAAAGTGGACGCAAATCOlTC 

ACAAAAAAGCCCCGCATTATTTTTCAAGCATTTAATTCCCACTACTTCAA 

G7CCATTAGTAAAATGTTTGTGCCTTTTACCTAACCTCATCGCGCTTTCT 

CTTAGAAAATTATCGACGAATrTTTCGTCCGATGGCATTC 

ATATTGCGTTTGTGTAGATACTAAACCGAAACTO^ACA^^ 

AATTAACGACATCGTCGTTAAAAGAATATATGATTCCGACTCTAAATCCT 

GGTAACCCCATGTCTT T TGAAAGACTGTAGACGATCTGAACTAAATCTTT 

GTTGCAGTAAGTCATTTCCroTTCATCGAGGA 

ATTGAGGCGTGTCAAAGACJVGTGGCTGCGTAGATTTanrACAAACAAGG 

TQGATGTTGTGTTGGTTGGTGAAACTCAAGACACTTTTCAGTGT^ 

GTCCAAAGTGGTGCCCAATGGATTTGATGGATTGGTCAAAATCAAACCTT 

TTACTTTGATGTTTGATTTTTGTGCATTTTCATATC 

TTTGAAGTAATTTTGAAATTATTGGAGCTCTCACAGTGAATTGGAATAAG 

TT6TACTCCAGTTCTCCATCTTAAATCTCTG7TAAATGCTGGGTAGTATG 

GTGAAGGTACTAAAAATGCATCGCCAGGATCAGCOUIACAAAATAT 

GTCTCATTAGCTCCAGTGGCACCACCAGCCATAACAACTCTTTCTGGATC 

AAATCTAACTCTTCCTCCTCTTGTTTTCTCCATAAATTTCGCAATCGCTT 

TTCTGAATTCAGGCAAGCCATGATAATCTTGAAAGTTGGCAATGGCCTTG 

AATGATTTGATTCCTTCAGAACAAATTGAACCTTTTGGGTTTCTC^ 

ACCS<-| 

CCAATCTTCTATCAAGTCTAAAC^AAGCTGATTTTCTGCTAAACCCATGG 
->35SCab22L 

TTTAATAAGAAGAGAAAAGAGTTCTTTTGTTATGGCTGAAGTAATAGAGA 
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AATGAGCrCGAGCGTGTCCTCTCCAAATGAAATGAACTTCCTTATATAGA 

GGAAGGGTCTTGCGAAGGATAGTGGGATTGTGCG7CATCCCTTACGTCAG 
TGGAGATGTCACATCAATCOUriTGCTTTGAAGACGTGGTTG^ 

TCTTTTTCCACGATCCTCCTCGTGGGTGGGGGTCCATCTTTGGGAC 

GTCGGCAGAGGCATCTTGAATGATAGCCTTTCCTTTATCGCAATGAYGG6 
ATTTGTAGGAGCCACCITCCTTTTCTACTGTCCTTTCG^ 

ATAGCTGGGCAATGGAATCCGAGGAGGTTTCCCGAAATTATCCTTTGTTG 

AAAACTCrCAATAGCCCTTTGCTCTTCTGAGACTGTATCTTTGACATTTT 

TGGAGTAGACCAGAGTGTCGTGCTCXJICCATGTTGACGAAGATTTTCTTC 

TTGTCATTGACTCGTAAAAGACICTCTATGAACTGTTCCCCAGTCTTCAC 

GGCGAGTTCTGTTAGATCCTCGATTTGAATCTTAGACTCCATGCATGGCC 

TTAGATTCAGTAGGAACTAC Cri TT T AGAGACTCCAATCTCTATTACTTG 

CCTTGGTTTATGAAGCAAGCCTTGAATCGTCCATACTGGAATAGTACTTC 

TGATCTTGAGAAATATGTCTTTCTCTGTGTTCTTGATGCAATTAGTCCTG 

AATCTTTTGACTGCATCTTrAAC C TTCrrGGGAAGGTATTTCATCTCCTG 

GAGATTGTTACTCGGGTAGATCGTCTTGATGAGACCTGCTGCGTAGGCCT 

CTCTAACCATCTGTGGGTCAGCATTCTTTCTGAAATTGAAGAGGCT 

TTCTCATTATCAGTGGTGAACATAGTGTCCTCACCTTCACCTTCGAACTT 

CCTTCCTAGATCGTAAAGATAGAGGAAATCGTCCATTGTAATCTCCGGGG 

358Cab23Xi<- | ->LaGZ 

CAAAGGAGATCCCGGGTACCGAGCTCGAATTCGTAATCATGGTCATAGCT 

GTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAG 
CCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTC 
ACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTC 
GTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGC 

Z«acZ<- I •->oc83 * 

GTATTGGGCAGCGGCCGCTGTTACCCGGCCGCCGTGCTGGACCGGGTTGA 

ATGGTGCCCGTAACTTTCGGTAGAGCGGACGGCCAATACTCAACTTCAAG 
GAATCTCACCCATGCGCGCCGGCGGGGAACCGGAGTTCCCTTCAGTGAAC 
GTTATTAGTTCGCCGCTCGGTGTGTCGTAGATACTAGCCCCTGGGGCCTT 
TTGAAATTTGAATAAGATTTATGTAATCAGTCTTTTAGGTTTGACCGGTT 
CTGCCGCTTTTTTTAAAATTGGATTTGTAATAATAAAACGCAATTGTTTG 
TTATTGTGGCGCTCTATCATAGATGTCGCTATAAACCTATTCAGCACAAT 
ATATTGTTTTCATTTTAATATTGTACATATAAGTAGTAGGGTACAATCAG 
TAAATTGAACGGAGAATATTATTCATAAAAATACGATAGTAACGGGTGAT 
ATATTCATTAGAATGAACCGAAACCGGCGGTAAGGATCTGAGCTACACAT 
GCTCAGGTTTTTTACAACGTGCACAACAGAATTGAAAGCAAATATCATGC 
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cea3 * <- ( ->NPTZZ 

GATCATAGGCGTCrCGCATATCTCATTAAAGCAGGGGGTGGGCGAAGAAC 
TCCAGCATGAGATCCCCGCGCTGGAGGATCATCCAGCCGGCGTCCCGSAA 
AACGATTCCGAAGCCCAACCTTTCATAGAAGGCGGCGGTGGMTCGAAAT 
CTCGTGATGGCAGGTTGGGCGTCGCTTGGTCGGTOlTTTCGAACCCaiGA 
GTrcCGCTCAGAAGAACTCGTCAAGAAGGCGATAGAAGGCGATGCGCTGC 
GAATCGGGAGCGGCGATACCGTAAAGCACGAGGAAGCGGTCAGCCCATTC 
GCCGCCAAGCTCTTC AGCAATATCACGGGTAGC CAACGCTATGTCCTGAT 
AGCGGTCCGCCACACCCAGCCGGCCACAGTCGATGAATCCAGAAAAGCGG 
CC A T T TTCCACCATGATATTCCGCAAGCAGGCATCGCCATGGGTCACGAC 
GAGATCCrrCGCCXTCGGGCATGCGCGCCnTGAGCCTGGCGAACAGTTC^ 
CTGGCGCGAGCCCCTGATGCTCTTCGTCCAGATCATCCTGATCGACAAGA 
CCGGCTTCCATCCGAGTACGTGCTCGCTCGATGCGATGTTTCGCTTGGTG 
GTCGAATGGGCAGGTAGCCGGATCAAGCGTATGCAGCCGCCGCATTGCAT 
CAGCCATGATGGATAC7TTCTCGGCAGGAGCAAGGTGAGATGACAGGAGA 
TCCTGCCCCGGCACTTCGCCCAATAGCAGCCAGTCCCTTCCCGCTTC:^^ 
GACAACGTCGAGCACAGCTGCGCAAGGAACGCCCGTCGTGGCCAGCCACG 
ATAGCCGCGCTGCCTCGTCCTGCAGTTCATTCAGGGCACCGGACAGGTCG 
GTCTTGACAAAAAGAACCGGGCGCCCCTGCGCTGACAGCCGGAACACGGC 
GGCATCAGAGCAGCCGATTGTCTGTTGTGCCCAGTCATAGCCGAATAGCC 
TCTCCACCCAAGCGGCCGGAGAACCTGCGTGCAATCCAT C TT G TTCAATC 

ATGCGAAACGATCCTCATCCTGTCTCTTGATC 
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CAGAXIAm QSKTXGMD^C IGMXMGAG AC2C2M3T5 GA3A0CGMS5 GGMCTIMZG QMCSXOUff 
0CSAGCATZ7T TG?kCAAG9UUl TMrnOCXaiG CIGASMSGIl CLTISAOGOCSK C'iTriljMyQS OQCMZMSG 

crrxciGACG to totgci i a gcxcattam cxccaoamc coQcosciCA G T v»ucxa,Tr CMicoxrac 

■ 

wricimcA o iTCc atf Acc rfJMasacr ixaaxxactfr ckicqqgqqg ocsreuMOG tqactccctx 

AASTCnCCOC TCMQMCai GATXATXTE35 A3T6AGACXG AAXATCAGM: TCXMTTOOl TMObGAOOOS 

AOCSflCAGlCS AOCKXlTrXG i^OkAGMASl TriGCTMKT GAXAG3QUDC CTAGGOGMCT 
TZTSMOGCX; CAATAJOGGT TTCXGAOGm TSTOCmGC TCAmMCT COOAMCOC GQ G GCTB MBT 
GGCTCCnCA AICGTTGCK T XC T CTC AOT raCAMCGTA AMCOSCTTO TCCCOCCTCA TOGGOSGQGG 

pnosc-4 uB/uQa^cJ^ei 

TCAZAAQG?IG ACTCCCm/l TTOICC G C i C 
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JZSZ^^TGGCTTCATGTCCGGGAAATCTACATGGATCAGCAATGAGT^ 

GATGGTCAATATGGAGAAAAAGAAAGllGTAATTACCAA aT TT VI T rC AJlT 

TCAAAAATGTAGATGTCCCXIAGCGTTATTATAAAATGAAAGTACA^^ 

ATAAAACGACAAATTACGATCCGTCGTATTTATAGGCGAAAGCAATi^ 

AAATTATTCTAATTC6GAAATCTTTATTTC6ACGTGTCTACATTCACGTC 

CAAATGGGGGCTTAGATGAGAAACTTCACGATCGATGCCTTGATTTCGCC 

ATTCCCAGATACCCATTTCATCrTCAGATTGGT^ 

TATACACTOITATACATAAATACTGACAGTTTGAGCTACCAATTCA^^ 

AGrcCATTACCTCACATAATTCACTCAAATGCTAGGCAGTCTGTCAACT 

GGCGTCAATTTGTCGGCCACTATACGATAGTTGCGCAAATTTTCAAAGTC 

CTGGCCTAACATCACACCTCTGTCGGCGGCGGGTCCCATTTGTGATAAAT 

CCACCCATCGGATCTGAATTCTCACTCATTAGGCNCCCCAGGCTTTACAC 

TTTATGCTTCCGGCTCGTATAATGTGTGGAATTGTGAGCGGATAACAATT 



wo 97/01952 



PCT/DS96/11096 



21 



X«8/Xi8 dalaeBd<- { ->paoA 

ACCCCCGCCGATGACGCGGGAaaGCCGTTTTACGTTTGGAACTGACAGA 
ACCGCAACGATTGAAGGAGCCACTCAGCCGCGGGTTTCTGGAGTTTAA^ 
AGCTAAGCACATACGTCAGAAACCATTATTGCGCGTTCAAAAGTCGCC7A 
AGGTCACTATCAGCTAGCAAATATTTCTTGTCAAAAATGCTCCACTGACG 
TTCCATAAATTCCCCTCGGTATCCAATTAGAGTCTCATATTCACTCTCAA 

TCCAAATAATCTGGATCATGAGCGGAGAATTAAG6GAGTCACGTTATGAC 

CCCCGCCGATGACGCGGGACAAGCC G TTTT A CGTTTGGAACTGACAGAAC 

CGCAACGATTGAAGGAGCCACTCAGCCGCGGGTT7CTGGAGTTTAATGAG 

CTAAGCACATACG7CAGAAACCATTATTGCGCGTTCAAAAGTCGCCTAAG 

GTCACTATCAGCTAGCAAATATTTCTTGTCJUUUUITGCTCCACTGACGT^ 

CCATAAATTCCCCTCGGTATCCAATTAGAGTCTCATATTCACTCTCAATC 

pnoBK-A «>KFTZZ 
CAAATAATCrGGATCTGATCAAGAGACAGGATGAGGAT 

TTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGG 

CTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGC 

CGTGTTCCGGCrGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTCAAGACCG 

ACCTGTCCGGTGCCCTGAATGAACTGCAGGACGAGGCAGCGCGGCTATCG 

TGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCAC 

TGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATC 

TCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGAT 

GCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCA 

CCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTC 

TTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCC 

GAACTGTTCGCCAGGCTCAAGGCGCGCATGCCCGACGGCGAGGATCTCGT 

CGTGACCCATGGCGATGCCTGCTTGCCCAATATCATGGTGGAAAATGGCC 

GCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTAT 

CAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTGGCGGCGA 

ATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGC 

AGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAGCGGGACTC 

TGGGGTTCGAAATGACCGACCAAGCGACGCCCAACCTGCCATCACGAGAT 

TTCGATTCCACCGCCGCCTTCTATGAAAGGTTGGGCTTCGGAATCGTTTT 

CCGGGACGCCGGCTGGATGATCCTCCAGCGCGGGGATCTCATGCTGGAGT 

OTTIK- I •>ocb3 • 

TCTTCGCCC7»CCCCCTGCTTTAATGAGATATGCGAGACGCCTATGATCGC 
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ATGXTATTTGCTTTCAATTCTGTTGTGCACGTTGTAAAAAACCTGAC^ 

GTGTAGCTCW»TCCTTACCCCCCCTTTCCGTTCATTCTAATGA^^ 

CACCCGTTACTATCGTATTTTTATGAATAATATTCTCCGTTCAATTTACT 

GATTGTACCCTACTACTTATATGTACAATATTAAAATGAAAACAATATAT 

TGTGCTGAATA6GTTTATAGCGACATCTATGATAGAGCGCCACAATAACA 

AACAATTGCGTTTTATTATTACAAATCCAATTTTAAAAAAASCGGCAC^ 

CCGGTCAAACCTAAAAGACTGATTACATAAATCTTATTCAAATT^^ 

GGCCCCAGGGGCTAGTATCTACGACACACCGAGCGGCGAACTAATAACGT 

TCACXtlAAGGGAACTCCGGTTCCCCGCCGGCGCGCATGGGTGAGATTCCT 

TGAAGTTGAGTATTGGCCGTCCGCTCTACCGAAAGTTACGGGCACC^ 

oea3 I «>>lAeZ 

AACCCGGTCCAGCACGGCGGCCCGGTAAOIGCGGCCGCTGCCCAATACGC 

AAACCGCCTCTCCCCCCGCGTTGGCCGATTCATTAATGCAGCTGGCACGA 
CAGGTTTCCCGACTGGAAAGCGGGCAGTGAGCGCAACGCAATTAATGTGA 
GTTAGCTCACTCATTACGCACCCCAGCCTTTACACTTTATGCTTCCGGCT 
CGTATGTTGTGTGGAATTGTGAGCGGATAACAATTTCACACAGGAAACAG 

1ACZ<<- I ->355Cab22L 

CTATGACCATGATTACGAATTCGAGCTCGGTACCCGGGATCTCCTTTGCC 

CCGGAGATTACAATGGACG A TTTCCTCTATCTTTACCATCTAGGAAGGAA 

GTtCXSAAGGTGAAGGTGACGACACrATGTTCACCACTGATAATGAGAAGG 

TTAGCCTCTTCAATTTCAGAAAGAATGCTGACCCACAGATGGTTAGAGAG 

GCCTACGCAGCAGGTCTCATCAAGACGATCTACCCGAGTAACAATCTCCA 

GGAGATCAAATACCTTCCCAAGAAGGTTAAAGATGCAGTCAAAAGATTCA 

GGACTAATTGCATCAAGilACACAGAGAAAGACATATTTCTCAAGATCAGA 

AGTACTATTCCAGTATGGACGATTCAAGGCTTGCTTCATAAACCAAGGCA 

AGTAATAGAGATTGGAGTCTCTAAAAAGGTAGTTCCTACTGAATCTAAGG 

CCATGCATGGAGTCTAAGATTCAAATCGAGGATCTAACAGAACTCGCCGT 

GAAGACTGGCGAACAGTTCATACAGAGTCTTTTACGACTCAATGACAAGA 

AGAAAATCTTCGTCAACATGGTGGAGCACGACACTCTGGTCTACTCCAAA 

AATGTCAAAGATACAGTCTCAGAAGACCAAAGGGCTATTGAGACTTTTCA 

ACAAAGGATAATTTCGGGAAACCTCCTCGGATTCCATTGCCCAGCTATCT 

GTCACTTCATCGAAAGGACAGTAGAAAAGGAAGGTGGCTCCTACAAATGC 

CATCATTGCGATAAAGGAAAGGCTATCATTCAAGATGCCTCTGCCGACAG 

TGGTCCCAAAGATGGACCCCCACCCACGAGGAGCATCGTGGAAAAAGAAG 

ACGTTCCAACCACGTCTTCAAAGCAAGTGGATTGATGTGACATCTCCACT 

GACGTAAGGGATGACGCACAATCCCACTATCCTTCGCAAGACCCTTCCTC 

TATATAAGGAAGTTCATTTCATTTGGAGAGGACACGCTCGAGCTCATTTC 
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aS8Cab22L<- | 
TCTATTACnTCAGCCATAACAAAAGAACT UVnT CTCTTC^ 

->ACCS 

ATGGGTTTAGCACAAiUTCAGCTTTGTTTAGACTTGATAG;^ 

TAAGAGAAACCCAAAAGGTTCAATTTGTTCTGAAGSAATCAAA 

AGGCCATTGCCAACTTTCAAGATTATCATGGCTTGCCTGAATT^^ 

GCGATTGCGAAATTTATGGAGAAAACAAGAGGAGGAAGAGTTAGATTTGA 

TCGAGAAAGAGTTGTTATGGCTGGTGGTGCCACTGGAGCTAATGAGACAA 

TTATATTTTGTTTGGCTGATCCTGGCGATGaiTTTTTAGTACCTTC^^ 

TACTACCCAGCATTTAACAGAGATTtAAGATGGAGAACTGGAGTACAACT 

TATTCCAATTCACTGTGAGAGCTCCAATAATTTCAAAATTACTTC^^ 

CAGTAAAAGAAGCATATGAAAATGCACAAAAATCAAACA7CAAAG7AAAA 

GGTTTGATTTTGACCAATCCATCAAATCCATTGGGCACCACTTTGGAC^ 

AGACACACTGAAAAGTGTCTTGAGTTTCJlCaU^CCAACACA^ 

TTGTTTGTGACGAAATCTACGCAGCCACTGTCTTTGACACGCCTCAATTC 

GTCAGTATAGCTGAAATCCrCGATGAACAGGAAATGACTTACTGCAACAA 

AGATTTAGTTOVCATCGTCTACAGTCTTTCAAAAGACATGGGGTTACCAG 

GATTTAGAGTCGGAATCATATATTCTTTTAACGACGATGTCGTTAATTGT 

GCTAGAAAAATGTCGAGTTTCGGTTTAGTATCTACACAAACGCAATATTT 

TTTAGCGGCAATGCCATCGGACGAAAAATTCGTCGATAATTTTCTAAGAG 

AAAGCGCGATGAGGTTAGGTAAAAGGCACAAAOITTTTACTAATGGACTT 

GAAGTAGTGGGAATTAAATGCTTGAAAAATAATGCGGGGCTTTTTTGTTG 

GATGGATTTGCGTCCACTrrTAAGGGAATCGACTTTCGATAGCGAAATGT 

CGTTATGGAGAGTTATTATAAACGATGTTAAGCTTAACGTCTCGCTTGGA 

ACCS<- 1 ->noB3 • 

TCTTCGTTTGAATGTCAAGAGCCAGGTTGGTTTCGAGTTTGTTTCTAGAG 

TCAAGGGGCAGATCGTTCAAACATTTGGCAATAAAGTTTCTTAAGATTGA 
ATCCrGTTGCCGGTCTTGCGATGATTATCATATAATTTCTGTTGAATTAC 
GTTAAGCATGTAATAATTAACATGTAATGCATGACGTTATTTATGAGATG 
GGTTTTTATGATTAGAGTCCCGCAATTATACATTTAATACGCGATAGAAA 
ACAAAATATAGCGCGCAAACTAGGATAAATTATCGCGCGCGGTGTCATCT 

no83 * I ->laeZ 

ATGTTACTAGATCGACCTGCAGGCATGCAAGCTTGGOICTGGCCGTCGTT 

TTACAACGTCGTGACTGGGAAAACCCTGGCGTTACCCAACTTAATCGCCT 
. TGCAGCACATCCCCCTTTCGCCAGCTGGCGTAATAGCGAAGAGGCCCGCA 

no83 • <- I 

CCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGGCGAATGGCGCCAG 
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->>ItB/deleted R8 

ATCCCTGAAAGCGACGTTGGATGTTAACATCTACAAATTGCCTT^ 

TCGACCATGTACCrrAAGCGCTTACGTTTTTGGTGGACCCTTGAGG;^^ 

GGTAGCTGTTGTGGGCCTGTGGTCTCAAGATGGATCATTAATTTCCACCT 

TCACCTACGATGGGGGGCATCGCACCGGTGAGTAATATTGTACGGCTAAG 

AGCGAATTTGGCCTGTAGACCraiATTGCGAGCTTTCTAATTTC^^ 

TTCGGGCCTAACTTTTGGTGTGATGATGCTGACTfiBCa^^ 

ZZSX&fiXCGCTCTTAGCCGTACAATATTACTCACCGGTGCGATGCCCCCC 

ATCGTAGGTGAAGGTGGAAATTAATGATCCATCrTGAGACCACAGGCCCA 

CAACAGCTACCAGTTTCCTCAAGGGTCCACCAAAAACGTAAGCGCTTACG 

TACATGG7CGA7AAGAAAAGGCAATTTGTAGATGTTAACATCCAACGTCG 

RB/dele^od RB<-i<->laeZ 

CTTTCyiGGGATCTGGCGCCATTCGCCATTCAGGCrGCGaiACTGTTGGGA 

AGGGCGATCGGTGCGGGCCTCT7CGCTATTACGCCAGCTGGCGAAAGGGG 
GATGTGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGGTTTTCCCAGT^ 

CGACGTTGTAAAACGACGGCCAGTGCaU^GCTTGCATGCCTGCAGGTCXSA 
->nos3 ' 

TCTAGTAACATAGATGACACCGCGCGCGATAATTTATCCTAGTTTGCGCG 

CTATATTTTGTTTTCTATCGCGTATTAAATGTATAATTGCGGGACTCTAA 

TCATAAAAACCCATCTCATAAATAACGTCATGCATTACATGTTAATTATT 

ACATGCTTAACGTAATTCAACAGAAATTATATGATAATCATCGCAAGACC 

GGCAACAGGATTCAATCTTAAGAAACTTTATTGCCAAATGTTTGAACGAT 

qobB • <- I ->ACCS 
CTGCCCCTTGACTCTAGAAACAAACTCGAAACCAACCTGGCrCTTGACAT 

TCAAACGAAGATCCAAGCGAGACGTTAAGCTTAACATCGTTTATAATAAC 

TCTCCATAACGACATTTCGCTATCGAAAGTCGATTCCCTTAAAAGTGGAC 

GCAAATCCATCCAACAAAAAAGCCCCGCATTATTTTTCAAGCATTTAATT 

CCCACTACTTCAAGTCCATTAGTAAAATGTTTGTGCCTTTTACCTAACCT 

CATCGCGCTTTCTCTTAGAAAATTATCGA?GAATTTTTCGTCCGATGGCA 

TTGCCGCTAAAAAATATTGCGTTTGTGTAGATACTAAACCGAAACTCGAC 

ATTTTTCTAGCACAATTAACGACATCGTCGTTAAAAGAATATATGATTCC 

GACTCTAAATCCTGGTAACCCCATGTCTTTTGAAAGACTGTAGACGATGT 

GAACTAAATCTTTGTTGCAGTAAGTCATTTCCTGTTCATCGAGGATTTCA 

GCTATACTGACGAATTGAGGCGTGTCAAAGACAGTGGCTGCGTAGATTTC 

GTCACAAACAAGGTGGATGTTGTGTTGGTTGGTGAAACrCAAGACACTTT 

TCAGTGTGTCTTTGTCCAAAGTGGTGCCCAATGGATTTGATGGATTGGTC 
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AAAATCAAACCTTTTACTTTGATGTTTGATTTTTGTGCATTTTCATATC^ 

TTCTTTTACTGCTTrrGAAGTAATTTTGAAATTATTGGAGCTCTCACAGT 

GAATTGGAATAAGTTGTACTCCAGTTCTCCATCtTAAATCTCTGTTAAAT 

GCTGGGTAGTATGGTGAAGGTACTAAAAATGCATCGCXJIGGATCAGCCAA 

ACAAAATATAATTGTCTCATTAGCTCCAGTGGCACCACCAGCCATAACAA 

CTCTTTCTGGATCAAATCTAACTCrrCCTCCTCTTGTTTTCTCC^^ 

TTCGCAATCGCTTTTCrrGAATTCAGGCAAGCCATGATAATCTTGAAAGTT 

GGCAATGGCCTTGAATGATTTGATTCCTTCAGAACAAATTGAACC Tri^ 

GGTTTCTCTTAATCCAATCTTCTATCAAGTCTAAACAAAGCTGATTCT 

ACCS<- I ->35SCab22L 
GCTAAACCCATGGTTTAATAAGAAGAGAAAAGAGTTCTTTTGTTATGGCT 

GAAGTAATAGAGAAATGAGCTCGAGCGTGTCCTCTCCAAATGAAATGAAC 

TTCCTTATATAGAGGAAGGGTCTTGCGAAGGATAGTGGGATTGTGCGTCA 

TCCCTTACGTCAGTGGAGATGTCACATCAATCCACTTGCTTTGAAGACGT 

GGTTGGAAayrCTTCTTTTTCCACGATGCTCCTCGTGGGTGGGGGTCCAT 

CTTTGGGACCACTGTCGGCAGAGGCATCTTGAATGATAGCCTTTCCTTTA 

TCGCAATGATGGCATTTGTAGGAGCCACCTTCCrTTTCTACTGTCCT^ 

GATGAAGTGACAGATAGCTGGGCAATGGAATCCGAGGAGGTTTCCCGAAA 

TTATCCTTTGTTGAAAAGTCTCAATAGCCCTTTGGTCTTCTGAGACTGTA 

TCTTTGACATTTTTGGAGTAGACCAGAGTGTCGTGCTCCACCATCTTGAC 

GAAGATTTTCTTCTTGTCATTGAGTCGTAAAAGACTCTGTATGAACTGTT 

CGCCAGTCTTCACGGCGA6TTCTGTTAGATCCTCGATTTGAATCTTAGAC 

TCCATGCATGGCCTTAGATTCAGTAGGAACTACCTTTTTAGAGACTCCAA 

TCrCTATTACITGCCTTGGTTTATGAAGCAAGCCTTGAATCGTCCATA 

GGAATAGTACTTCTGATCTTGAGAAATATGTCTTTCTCTGTGTTCTT^ 

GOUlTTAGTCCTGAATCTTTTGACTGCATCTTTAACCnTCTTGGGAAGGT 

ATTTGATCTCCTGGAGATTGTTACTCGGGTAGATCGTCTTGATGAGACCT 

GCTGCGTAGGCCTCrCTAACaiTCTGTGGGTCAGCATTCTTTCTGAAATT 

GAAGAGGCTAACCTTCTCATTATCAGTGGTGAACATAGTGTCGTCACCTT 

CACCTTCGAACTTCCTTCCTAGATCGTAAAGATAGAGGAAATCGTCCATT 

a5SC&b22L<- I *>lacZ 
GTAATCTCCGGGGCAAAGGAGATCCCGGGTACCGAGCTCGAATTCGTAAT 

CATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCA 

CACAACATACGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATG 

AGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGT 

CGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGG 
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laeZ<« I ->ocb3 * 

AGAGGCGGTTTGCGTATTGGGCAGCGGCCGCTGTTACCCGGCCGCCGTSC 

TGGACCGGGTTGAATGGTGCCCGTAACTTTCGGTAGAGCGC^CGGC 

ACTOIACTTCAAGGAATCTCACCCATGCGCGCCGGCGGGGAACCGGAGTT 

CCCTTCAGTGAACGTTATTAGTTCGCCGCTCGGTCTGTCGTAGAT 

CCCCrGGGGCCTTTTGAAATTTGAATAAGATXTATGTAATCAGTCTTTTA 

GGTTTGACCGGTTCTGCCGCTTTTTTTAAAATTGGATTTGTAATA^ 

ACGCaArrGTTTGTTATTGTGGCGCTCTATCATAGATGTCGCTATAAACC 

TATTCAGCACAATATATT G TT I T CA TTTT A ATATTGTACATATAAGTAGT 

AGGGTACAATCAGTAAATTGAACGGAGAATATTATTCATAAAAATACGAT 

AGTAACGGGTGATATATTCATTAGAATGAACCGAAACCGGCGGTAAGGAT 

CTGAGCTACACATGCTCAGGTTTTTTACAACGTGCACAACAGAATTGAAA 

oe83"<*-|*>llPTZZ 

gcaaatatcatgcgatcataggcgtctcgcatatctcattaaagcagggg 
gtgggcgaagaactccagcatgagatcccx:gcgctggaggatcatccagc 
cggcgtcccggaaaacgattccgaagcccaacct7tca7agaaggcggcg 
gtggaatcgaaatctogtgatggcaggttgggcgtcgcttggtcggtcat 
ttcgaacgccagagtcccgctcagaagaactcgtcaagaaggcgatagaa 
ggcgatgcgctgcgaatcgggagcggcgataccgtaaagcacgaggaagc 

GGTCAGCCCATTCGCCGCaVAGCrCTTCAGCAATATCACC^ 

gctatgtcctgatagcggtccgccacacccagccggccacagtcgatgaa 
tccagaaaagcggccattttccaccatgatattcggcaagcaggcatcgc 
catgggtcacgacgagatcctcgccgtcgggcatgcgcgccttgagcctg 
gcgaacagttcggctggcgcgagcccctgatgctcttcgtccagatcatc 
ctgatcgacaagaccggcttccatccgagtacgtgctcgctcgatgcgat 
gtttcgct7ggtggtcgaatgggcaggtagccggatcaagcgtatgcagc 
cgccgcattgcatcagccatgatggatactttctcggcaggagcaaggtg 
agatgacaggagatcctgccccggcacttcgcccaatagcagccagtccc 
ttcccgcttcagtgacaacgtcgagcacagctgcgcaaggaacgccogtc 
gtggccagccacgatagccgcgcrgcctcgtcctgcagttcattcagggc 
accggacaggtcggtcttgaouuuvagaaccxsggcgccccrgcgctgaca 
gccggaacacggcggcatcagagcagccgattgtctgttgtgcccagtca 
tagccgaatagcctctccacccaagcggccggagaacctgcgtgcaatcc 

OTTIK- 

ATCTTGTTCAATCATGCGAAACGATCCTCATCCTGTCTCTTGATCAGATC 
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1. 



A tomato plant comprising a genetic locus having a sequence 



substantially identical to SEQ. ID. No. 1. 

2. The plant of claim 1, wherein the plant bears fruit that reach jnnk 
stage about 2 to about 3 weeks after breaker stage, when the fhiit are picked at breaker 
stage and stored at IS^C. 

3. The plant of claim 1, wherein the firuit do not reach red stage in the 
absence of application of ethylene. 

4* The plant of claim 1, which is germinated from seed d^osited with 
the American Type Culture Collection under Accession No. . 



6. A tomato fruit that reaches pink stage about 2 to about 3 weeks 
after breaker stage, when the fniit is picked at breaker stage and stored at 1S*C. 

7. The tomato fruit of claim 6, wherein the fruit does not reach red 
stage in the absence of application of ethylene. 

8. The tomato fruit of claim 6, wherein the fruit has an ethylene level 
less than about 1.0 nl/g/hr. 

9. A method of making a tomato plant with decreased ethylene 
production, the method comprising: 

crossing a parent tomato plant with a tomato plant comprising a genetic 
locus having a sequence substantially identical to SEQ. ID. No. 1, thereby producing 
progeny. 



5. 



A tomato firuit from the plant of claim I. 



10. The method of claim 9, wherein the tomato plant comprising the 
genetic locus, is germinated from seed deposited with American Type Culture Collection 
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11. The method of daim 9, fiiither comprising the step of selecting 
comprises selecting progeny bearing irat that reach pink stage about 2 to about 3 weeks 
after breaker stage, when the fruit are picked at breaker stage and stoxed at 15*C 

12. A plant made according to the method of daim 9. 

13. A tomato plant comprising a genetic locus comprising: 

an inserted T-DNA» conusting essentially of, from the S* to the 3* 
direction, a left border sequence, a 2Xpnos promoter sequence, an NFm gene, an ocs3* 
untranslated region, a p35S promoter sequence, a sequence consisting of nudeoude 149 
to nudeotide 1237 of a tomato Aoc2 gene, a nos3' untranslated region, and a right 
border sequence; 

a right border inverted repeat of the T-DNA linked to the right border 
sequence, the right border inverted lepcdX lacldng a left and a right border sequence; and 

a left border inverted tcpcBt linked to the left border sequence, the left 
border inverted repeat lacking a left and a right border sequence. 

14. A tomato fruit from the plant of claim 13. 

15. A tomato plant which is germinated from seed deposited with the 
American Type Culture Collection under Accession No. . 

16. A tomato fruit from the plant of claim IS. 
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